. miR-9-3p is a proapoptotic miRNA in multiple cell lines (related to Fig. 1 ). (A) 30-nM miR-9-3p mimic was transfected into MCF-7 and MDA-MB-231 cells. After 36 h, cells were serum starved (MCF-7) or treated with 5-FU (MDA-MB-231) at a concentration of 400 µM for an additional 24 h, harvested, and labeled with Annexin V-FITC and propidium iodide. 10 min after labeling, the apoptotic rate of the cells was determined by flow cytometry. The data shown are from a single representative experiment out of three repeats. (B) A549 (top) and PC-3M cells (bottom) were transfected with 20-nM miR-9-3p mimic and subsequently left untreated or subjected to serum starvation or 20-µM cisplatin exposure for 24 h. 60 h after transfection, cells were imaged using a light microscope (left) or were detached with trypsin and monitored using trypan blue staining (right). Error bars represent mean values ± SEM. Bars, 50 µm. C, control; NC, negative control. Figure S2 . miR-9-5p is a prosurvival miRNA (related to Fig. 1) . (A-D) MCF-7 cells were transfected with or without 20-nM miR-9-5p mimic (A and B) or 10-nM miR-9-5p antagomir (C and D) as indicated and left untreated, subjected to serum starvation, or treated with a gradient concentration of 5-FU. 60 h after transfection, cells were either detached with trypsin and monitored using trypan blue staining (B and D) or harvested and analyzed for PARP cleavage via Western blotting (A and C). MCF-7 cells were transfected with siRNA of Rictor and/or siRNA of c-Myc as indicated. (E) 60 h after transfection, cells were harvested and lysed, and the miR-9-5p level was monitored using RT-qPCR analysis. Data are presented as mean values ± SEM of three independent experiments and analyzed using one-way analysis of variance with multiple comparisons, followed by Bonferroni post-hoc test for significance. Error bars represent mean values ± SEM. C, control; NC, negative control. Figure S3 . miR-9-3p acts downstream of mTORC2 and potentiates apoptosis by targeting E2F1 (related to Fig. 4 ). (A) Two siRNAs targeting different regions of E2F1 mRNA were transfected into MCF-7 cells. After 60 h, cells were imaged with a light microscope. (B) MCF-7 cells were sequentially transfected with Rictor siRNA (or miR-9-3p mimic) and E2F1. After 24 h of serum starvation, the rescue effect of ectopic E2F1 expression on Rictor knockdown or miR-9-3p overexpression on cell morphology was analyzed with a light microscope. Bars, 50 µm. (C) MDA-MB-231 cells were transfected and serum starved as described in A, and the effects of ectopic E2F1 expression on Rictor knockdown or miR-9-3p overexpression were monitored via trypan blue staining. Error bars represent mean values ± SEM. NC, negative control. Table S2 . Sequences of ChIP RT-qPCR primers used in this study
Primer Sequence
myc-miR-9-3 R 5′-GCA CAATA CCCCC TCACA CA-3′ Table S3 . Sequences of siRNAs and miRNAs used in this study siRNA or miRNA Sequence
Rictor-1 5′-GAC UAUCC AUAAU CCUUA-3′
Rictor-2 sense 5′-ACU UGUGA AGAAU CGUAUCdTdT-3′
Rictor-2 antisense 5′-GAU ACGAU UCUUC ACAAGUdTdT-3′
Raptor-1 5′-TAT TTGGT CGTCC AATCT CGT-3′
Raptor-2 5′-CGA GAUUG GACGA CCAAAU-3′
hsa-miR-9-3p mimic sense 5′-AUA AAGCU AGAUA ACCGA AAGU-3′
hsa-miR-9-3p mimic antisense 5′-UUU CGGUU AUCUA GCUUU AUUU-3′
hsa-miR-9-3p antagomir 5′-ACU UUCGG UUAUC UAGCU UUAU-3′
hsa-miR-9-5p mimic sense 5′-UCU UUGGU UAUCU AGCUG UAUGA-3′
hsa-miR-9-5p mimic antisense 5′-AUA CAGCU AGAUA ACCAA AGAUU-3′
hsa-miR-9-5p antagomir 5′-UCA UACAG CUAGA UAAAC CAAAGA-3′
NC antagomir 5′-UUG UACUA CACAA AAGUA CUG-3′ Table S4 . Sequences of B cell KO mouse genotype primers used in this study
CD19-WT F 5′-CCT CTCCC TGTCT CCTTC CT-3′
CD19-WT R 5′-TGG TCTGA GACAT TGACA ATCA-3′
Rictor loxp primer 1 5′-ACT GAATA TGTTC ATGGT TGTG-3′
Rictor loxp primer 4 5′-GAA GTTAT TCAGA TGGCC CAGC-3′ The italicized and bolded letters represent the mutated nucleotides.
